An analysis of the depth of field considerations for the epifluorescent microscope used to obtain fluorescence distributions is described. Additionally the presence of electroosmotic transport in the agarose gel is investigated.
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Epifluorescence Depth of Field
To ensure an accurate representation of the spherical bolus formed from an iontophoretic ejection, steady-state fluorescence distributions were recorded on confocal and epifluorescent microscopes ( Figure 1SA ). Since confocal imaging minimizes the detection of out of plane light, these steady-state profiles served as a standard to compare to profiles obtained from our epifluorescent microscope. We observed that ejections of fluorescein into agarose showed no difference in the resulting fluorescence distribution measured on either system ( Figure 1SB ). This indicates that the depth of field provided by the epifluorescence 
Electroosmosis Contribution to Mass Transport in Agarose
Weber and coworkers showed that a difference between the zeta potential of the glass barrel and the surrounding ejection medium may induce electroosmotic flow outwards from the ejection origin 1 . One way to observe the presence of this phenomenon is to alter the zeta potential of the glass and observe the effects on the distribution. Using a similar procedure described by Weber, steady-state fluorescence profiles of Ru(bpy) 3 2+ dissolved in 5 and 150 mM NaCl were recorded for ejections into 1% agarose ( Figure 2S ). There is no difference in the fluorescence distributions, indicating no significant electroosmotic component to the mass transport in agarose. Furthermore because we also observe no migration effect on the mass transport, deviation in the steady-state distribution from the 1/r curve predicted from diffusion is thus attributed to advection.
Figure 2S
Fluorescence distributions of Ru(bpy) 3 2+ for ejections from barrels of varied ionic strength. 2.5 mM Ru(bpy) 3 2+ was dissolved in 5 and 150 mM NaCl (n=6) and ejected into 1% agarose. The fluorescence was recorded once steady state was achieved and distributions were normalized by the intensity 30 µm from the barrel.
